[Abstract] Biotin bioassay-based cross-feeding experiments were performed to elucidate the effect on biotin production by bioRbme expression in Agrobacterium tumefaciens (A. tumefaciens) (Feng et al., 2013). The indicator strain used here is the biotin auxotrophic strain of Escherichia coli (E. coli), ER90 (ΔbioF bioC bioD), which was cross-fed by A. tumefaciens species (Feng et al., 2013a) . The biotin-free M9 minimal medium plates were formulated as described by others and our research groups (Feng et al., 2013b; Lin et al., 2010; del et al., 1979) . Of note, 0.01%
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[Abstract] Biotin bioassay-based cross-feeding experiments were performed to elucidate the effect on biotin production by bioRbme expression in Agrobacterium tumefaciens (A. tumefaciens) (Feng et al., 2013) . The indicator strain used here is the biotin auxotrophic strain of Escherichia coli (E. coli), ER90 (ΔbioF bioC bioD), which was cross-fed by A. tumefaciens species (Feng et al., 2013a) . The biotin-free M9 minimal medium plates were formulated as described by others and our research groups (Feng et al., 2013b; Lin et al., 2010; del et al., 1979) . Of note, 0.01% (w/v) the redox indicator 2, 3, 5-triphenyl tetrazolium chloride (TTC) was supplemented into the above media. Consequently, biotin generation/production was observed via the reduction of TTC to the insoluble red formazan, which is due to the ER90 growth fed by A. tumefaciens strains (Feng et al., 2014) . Detailed procedures are described as follows. 2. Overnight cultures of strain ER90 (grown in 6 ml of defined M9 minimal medium with 1 nM biotin at 30 °C) were collected by centrifugation (3,600 rpm, 16 min), washed three times with the same volume (6 ml) of M9 medium, and were cultivated at 37 °C to 0.8 OD600 in 200 ml of M9 minimal medium containing 1 nM biotin. 2. The biotin auxotroph strain FYJ283 was cultivated in 5 ml of M9 medium supplement ed with 1 nM biotin, whereas the other three strains were cultivated in 5 ml of biotinfree M9 minimal media overnight.
Materials and Reagents
3. Overnight cultures were collected by centrifugation (3,000 rpm, 10 min), washed thre e times using the M9 liquid medium, and transferred into 100 ml of biotinfree M9 media for 6 more hours of growth at 30 °C to deplete trace amounts of intrac ellular biotin in the biotin auxotroph strain FYJ283. tumefaciens culture (OD600 = 1.0) was spotted on the paper disc, and incubated over night at 30 °C.
5. Finally, the red deposit of formazan (Lin et al., 2010; del et al., 1979; Feng et al., 2014) suggests that the indicator strain ER90 is fed by the A. tumefaciens strains (seen in Figure 1) , and the area size (square centimeters) of formazan represents the level of biotin pool produced by the different feeder strains. 
